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Introduction {#sec001}
============

Lung cancer is one of the most difficult cancers to treat, and most lung cancers do not show symptoms until they are at advanced stages. Lung cancer is the most common cause of cancer-related mortality worldwide, and over one-million lung cancer patients die each year \[[@pone.0150790.ref001]\]. Non-small cell lung cancer (NSCLC) accounts for approximately 85% of all cases of lung cancer, and adenocarcinoma is one of main histological types \[[@pone.0150790.ref002]\]. Recent research shows that the tumorigenesis and progression of lung adenocarcinoma is a complex process involving multiple genetic and epigenetic alterations \[[@pone.0150790.ref003]--[@pone.0150790.ref005]\]. Thus, improvements in our understanding of the molecular alterations at multiple levels (genetic, epigenetic, protein expression) and their functional significance have the potential to impact lung adenocarcinoma diagnosis, prevention, prognosis, and treatment.

The development of high throughput DNA sequencing and array based technologies has led to the identification of various classes of non-coding RNAs (ncRNAs) that function as regulators of protein coding genes \[[@pone.0150790.ref006]\]. There are three types of ncRNAs, namely long ncRNAs, mid-size ncRNAs, and short ncRNAs \[[@pone.0150790.ref007]\]. Most studies have focused on short ncRNAs, such as microRNAs, which are involved in the regulation of various cellular processes \[[@pone.0150790.ref008]--[@pone.0150790.ref010]\]. Long ncRNAs (lncRNAs) are rapidly gaining prominence. LncRNAs are longer than 200 nucleotides \[[@pone.0150790.ref006]\], and have emerged recently as major players in the regulation of various biological and pathological processes, such as the immune response \[[@pone.0150790.ref011]\], differentiation \[[@pone.0150790.ref012]\], metabolism \[[@pone.0150790.ref013]\], and cancer development and progression \[[@pone.0150790.ref014]--[@pone.0150790.ref016]\]. Increasing evidence suggests that lncRNAs are involved in lung cancer pathogenesis, providing new insight into the biology of this disease. Microarray analysis of lung adenocarcinoma tissues showed abnormal expression of lncRNA RGMB-AS1. However, the role of lncRNA RGMB-AS1 in lung adenocarcinoma remains largely unknown. A related gene, repulsive guidance molecule b (RGMB), is a member of the repulsive guidance molecules (RGMs) and plays a role in many biological activities, such as the local recurrence and distant metastasis of breast cancer \[[@pone.0150790.ref017]\] and the growth and aggressiveness of prostate cancer cells \[[@pone.0150790.ref018]\]. In the present study, we further explored the role of lncRNA RGMB-AS1 and the potential underlying mechanism in lung adenocarcinoma.

Materials and Methods {#sec002}
=====================

Patients and Tissue Samples {#sec003}
---------------------------

A total of 110 paired lung adenocarcinoma tissues and adjacent normal tissues (≥3 cm away from tumor) were obtained from patients who received surgical resection of lung adenocarcinoma between 2012 and 2015 in the First Affiliated Hospital of Zhengzhou University. The diagnosis of lung adenocarcinoma was confirmed by histopathology, and none of the patients had received chemotherapy, radiotherapy, or targeted therapy before surgery. The tumor samples and matched adjacent normal tissues were snap-frozen in liquid nitrogen immediately after resection until total RNA and protein extraction. All patients were recruited in accordance with institutional ethics guidelines. Written informed consent was obtained from all subjects.

Cell Culture and Transfection {#sec004}
-----------------------------

The human lung adenocarcinoma cell lines A549 and SPC-A-1were purchased from the Type Culture Collection of the Chinese Academy of Sciences (Shanghai, China) and cultured in Dulbecco's modified Eagle's medium (DMEM) (Gibco, CA, USA) containing 10% fetal bovine serum (FBS; Gibco, CA, USA), 100 IU/mL penicillin, and 100 μg/mL streptomycin (Invitrogen, CA, USA) at 37°C in a humidified 5% CO~2~ atmosphere. For transfection, cells were seeded into six-well plates at a density of 5×10^4^ cells/well. When cell viability reached approximately 80%, transient transfection was performed using Lipofectamine^™^2000 (Invitrogen) following the manufacturer's instructions. Small interferring RNA (siRNA) against lncRNA RGMB-AS1, and control oligonucleotides (negative control, NC) were synthesized by Shanghai GenePharma Co. Ltd (Shanghai, China). Cells from each cell line were subdivided into three groups as follows: si-lncRNA group, transfected with siRNA against lncRNA RGMB-AS1; NC group, transfected with negative control oligonucleotides; and an untransfected blank group.

RNA Extraction and Quantitative Real-Time PCR {#sec005}
---------------------------------------------

Total RNA was extracted from the paired lung adenocarcinoma tissues and adjacent normal tissues and from cell lines following the manufacturer's protocols for each kit. RNA quality was confirmed using a NanoDrop 1000 Spectrophotometer (Thermo Fisher Scientific, USA). An OD~260/280~ of approximately 1.8 is the criterion of acceptable purity. Reverse transcription was achieved by following the manufacturer's protocols of a First Strand cDNA Synthesis Kit (Qiagen, Germany). The relative levels of lncRNA RGMB-AS1 and RGMB mRNA were determined by quantitative real-time PCR, which was performed using the ABI Power SYBR^®^Green PCR Master Mix (Applied Biosystems, USA). The relative expression levels of lncRNA RGMB-AS1 and RGMB mRNA were calculated using the 2^-ΔCt^ method and normalized to GAPDH.

Cell Counting Kit-8 Assay {#sec006}
-------------------------

The cell counting kit-8 (CCK-8) assay was performed according to the manufacturer's protocols (CCK-8; Dojindo, Japan). The three experimental groups (si-lncRNA, NC and Blank) of A549 and SPC-A-1 cells were seeded into 96-well plates at a density of 1×10^4^ cells/well, with three replicate wells per group. The cells were cultured for 3 days in succession. Then the CCK-8 solution was added to each well at 10 μl/well, and incubated for an additional 3 h at 37°C. The optical density (OD) was measured at a wavelength of 450 nm (OD~450~) to estimate cell proliferation among different groups. The experiment was independently repeated in triplicate.

Colony Formation Assay {#sec007}
----------------------

Colony formation assay was performed to detect the clone formation ability and compare the difference among the three experimental groups (si-lncRNA, NC and Blank) of A549 and SPC-A-1 cells respectively. In 10-cm dishes, we plated the bottom layer of agar and then the upper layer of agar containing different transformed cells and blank cells. Incubated for 2 weeks in succession, the upper layer of agar containing cells were stained with crystal violet and then the colonies were counted in each dish to estimate the plating efficiency among different groups. Those containing \>50 cells were scored as surviving colonies. The experiment was independently repeated in triplicate.

Wound Healing Assay {#sec008}
-------------------

Wound healing assay was performed to detect the migration ability and compare the difference among the three experimental groups (si-lncRNA, NC and Blank) of A549 and SPC-A-1 cells respectively. 2×10^5^ cells/well were plated onto 6-well plates. When cells were completely adherent, a sterile 200 μL pipette tip was used to scratch a straight line through the cell layer in each well. With fresh medium the cells were incubated in the incubator for 24 h and then photographedto estimate the changes of migration ability in different groups. Assays were repeated three times for each clone.

Transwell Assay {#sec009}
---------------

Transwell assay was performed to detect the invasion ability and compare the difference among the three experimental groups (si-lncRNA, NC and Blank) of A549 and SPC-A-1 cells respectively. 200 μL of 48 h post-transfected cells suspension with the concentration as 2×10^5^ cells/mL was added on the upper chamber of a 24-well Transwell Permeable Support (Costar, USA) with 8 μm pores. Meanwhile, 500 μL of DMEM containing 10% FBS was put into the lower chamber. And then the plates were incubated in the incubator for 48 h. Five replicate wells were used in per group. After incubation, the medium was removed from the upper chamber and each group cells in the upper chamber were scraped off with a cotton swab. The number of cells invading the matrigel in each group was fixed with methanol, stained with hematoxylin, mounted, and dried at 80°C for 30 min. Then we counted cells in three randomly selected fields under an inverted microscope (200× magnification) to estimate the changes of invasion ability in different groups. The experiment was independently repeated in triplicate.

Cell Cycle Analysis {#sec010}
-------------------

Flow-cytometric analyses were performed to assess cell cycle progression. A549 and SPC-A-1 cells were trypsinized 48 h after transfection, washed with phosphate-buffered saline (PBS; Gibco, CA, USA), and fixed in 75% ice-cold ethanol at 4°C overnight. After rehydrating with ice-cold PBS, the cells were digested by RNase (0.1 g/l) for 2--3 h at 37°C and stained with propidium iodide for 30 min at 4°C in the dark. Data were collected using a BD XCalibur flow cytometer (BD Biosciences, San Jose, CA, USA). The experiment was independently repeated in triplicate.

Xenograft Tumor Growth Assay {#sec011}
----------------------------

Luciferase-tagged A549 and SPC-A-1 cells were stably transfected with siRNA against lncRNA RGMB-AS1 (si-lncRNA group) or scramble (NC group) by lentivirus. Then, 2×10^6^ transfected cells were subcutaneously inoculated into the dorsal scapular region of 6-week-old BALB/c nude mice which were purchased from Henan Experimental Animals Centre (Zhengzhou, China). The mice were anesthetized with an inhalation of sevoflurane during the subcutaneous injection. Every group included five nude mice for observation. The luciferase signals were observed after 1, 2, 3, and 4 weeks with the Xenogen IVIS^®^ Imaging System (Xenogen, Caliper Life Sciences, Boston, USA). The Living Image In Vivo Imaging 3D software (Xenogen) was then used to analyze the data obtained. These study protocols were approved by the Animal Experimental Ethics Committee of Zhengzhou University.

Protein Extraction and Western Blotting {#sec012}
---------------------------------------

Total protein was isolated from tissues or transfected cells. Protein concentration was determined using BCA protein quantitation kit. Protein (50μg of each sample) were separated by 10% sodium dodecyl sulfate-polyacrylamide gel (SDS-PAGE) and transferred electrophoretically onto polyvinylidene difluoride membranes (Whatman, Maidstone, UK). Then, the membranes were blocked in 5% skim milk for 1 h, washed three or four times with Tris-buffered saline containing 20% Tween 20 (TBST) at room temperature, and incubated with the primary antibodies (Santa Cruz Biotechnology, Santa Cruz, CA, USA): rabbit anti-human RGMB (1:500) or Ki67 (1:500) at 4°C overnight. Following extensive washing with TBST, the membranes were then incubated with secondary antibody (goat anti-rabbit IgG, 1:1000, Santa Cruz Biotechnology) at room temperature for 1 h, washed with TBST four times (15 min each)., the immunoreactivity was visualized by enhanced chemiluminescence. GAPDH (Santa Cruz Biotechnology) served as an endogenous control. The experiment was independently repeated in triplicate.

Vector Construction and Fluorescence Detection Assay {#sec013}
----------------------------------------------------

Based on the UCSC analysis of lncRNA RGMB-AS1 and RGMB, part of the first exon (Exon1) and the second exon (Exon2) of RGMB have the region that can be combined with the lncRNA RGMB-AS1. The regions of Exon1 and Exon2 were amplified from human genomic DNA and inserted into the pEGFP-N3 vector (Promega, Madison, WI, USA) with Hind III and BamHI sites to construct the recombinant plasmids pEGFP-N3-Exon1 and pEGFP-N3-Exon2, respectively. The third exon of lncRNA RGMB-AS1 was also amplified from human genomic DNA and inserted into the pSilencer 3.1 vector (Promega) with BamHI and Hind III sites to construct the recombination plasmid pSilencer-RGMB-AS1. A549 cells were seeded into ordinary 96-well plates (Corning, New York, USA) and 96-well plates for fluorescence detection, and then transfected with 200 ng of pEGFP-N3-Exon1 or pEGFP-N3-Exon2 or co-transfected with pSilencer-RGMB-AS1 or pSilencer 3.1 using Lipofectamine^™^2000 (Invitrogen). After 48 h, transfection efficiency was assessed by fluorescence microscopy and using a fluorescence microplate reader. To determine transfection efficiency, changes of fluorescence in every group were observed by fluorescence microscopy. Relative quantitative analysis was performed using an FL600 Fluorescence Microplate reader (Bio-Tek Instrument, Winooski, Vermont) with KC4 data reduction software on an external PC controlling reader function and data capture (Bio-Tek Instruments). Fluorescence was determined using a 485 nm, 20 nm bandpass excitation filter and a 530 nm, 25 nm bandpass emission filter. Cells were subdivided into six groups as follows: For Exon1, Exon1-I: cells transfected with pEGFP-N3-Exon1 only; Exon1-II: cells co-transfected with pEGFP-N3-Exon1 and pSilencer 3.1; Exon1-III: cells co-transfected with pEGFP-N3-Exon1 and pSilencer-RGMB-AS1; for Exon2, Exon2-I: cells transfected with pEGFP-N3-Exon2 only; Exon2-II: cells co-transfected with pEGFP-N3-Exon2 and pSilencer 3.1; Exon2-III: cells co-transfected with pEGFP-N3-Exon2 and pSilencer-RGMB-AS1. The experiment was also independently repeated in triplicate.

Statistical Analysis {#sec014}
--------------------

All analyses were performed using SPSS17.0 software. Data were expressed as the mean ± standard deviation (SD). One-way analysis of variance (ANOVA) was used to analyze the significance between groups. Multiple comparisons were made using the least significant difference test when the probability for ANOVA was statistically significant. Statistical significance was set at *P*\<0.05.

Results {#sec015}
=======

LncRNA RGMB-AS1 Is Upregulated and RGMB Is Downregulated in Lung Adenocarcinoma {#sec016}
-------------------------------------------------------------------------------

The expression levels of lncRNA RGMB-AS1 and RGMB mRNA were evaluated by qRT-PCR in 110 paired lung adenocarcinoma tissues and adjacent normal tissues. The expression of lncRNA RGMB-AS1 was significantly higher in lung adenocarcinoma tissues than in adjacent normal lung tissues ([Fig 1A](#pone.0150790.g001){ref-type="fig"}). The clinicopathological characteristics of 110 patients, including age, gender, tumor differentiation, TNM stage and lymph node metastasis, are presented in [Table 1](#pone.0150790.t001){ref-type="table"}. The expression of lncRNA RGMB-AS1 in cancer tissues was higher in the poorly differentiated group than in the well differentiated and moderately differentiated groups (*P* \< 0.05; [Fig 1B](#pone.0150790.g001){ref-type="fig"}). LncRNA RGMB-AS1 expression in cancer tissues was associated with TNM stage and lymph node metastasis (*P* \< 0.05; [Fig 1C and 1D](#pone.0150790.g001){ref-type="fig"}). Conversely, RGMB mRNA expression was generally downregulated in lung adenocarcinoma tissues ([Fig 1E](#pone.0150790.g001){ref-type="fig"}). In contrast to lncRNA RGMB-AS1, RGMB mRNA expression was significantly lower in the poorly differentiated group or in patients with lymph node metastasis or TNM stage III (*P* \< 0.05; [Fig 1F--1H](#pone.0150790.g001){ref-type="fig"}). LncRNA RGMB-AS1 and RGMB mRNA expression was not associated with gender, age or pathological type (*P* \> 0.05; [Table 1](#pone.0150790.t001){ref-type="table"}). Pearson's correlation analysis indicated that the expressions of lncRNA RGMB-AS1 and RGMB mRNA were inversely correlated (R^2^ = 0.734, [Fig 1I](#pone.0150790.g001){ref-type="fig"}). Furthermore, western blotting showed that RGMB was downregulated in lung adenocarcinoma (*P* \< 0.05; [Fig 1J and 1K](#pone.0150790.g001){ref-type="fig"}). These data indicate that lncRNA RGMB-AS1 and RGMB expression are negatively correlated and may be involved in the progression of lung adenocarcinoma.

![Expression of lncRNA RGMB-AS1 and RGMB in lung adenocarcinoma tissues.\
(A) LncRNA RGMB-AS1 expression in lung adenocarcinoma tissues (Tumor group) was higher than in adjacent normal tissues (Normal group) (*P* \< 0.05). (B) LncRNA RGMB-AS1 expression was successively increased in the well, moderately and poorly differentiated groups (*P* \< 0.05). (C) LncRNA RGMB-AS1 expression was higher in TNM stage III than in TNM stages I and II (*P* \< 0.05). (D) LncRNA RGMB-AS1 expression level was higher in cancer tissues with positive lymph node metastasis than in those with negative node metastasis (*P* \< 0.05). (E) RGMB mRNA expression in lung adenocarcinoma tissues was lower than that in adjacent normal tissues (*P* \< 0.05). (F) RGMB expression was successively decreased in the well, moderately and poorly differentiated groups (*P* \< 0.05). (G) RGMB expression was lower in TNM stage III than in TNM stages I and II (*P* \< 0.05). (H) RGMB expression level was lower in cancer tissues with positive lymph node metastasis than in those with negative node metastasis (*P* \< 0.05). (I) Negative correlation between lncRNA RGMB-AS1 and RGMB mRNA expression. (J) Quantification of RGMB expression to GAPDH in lung adenocarcinoma tissues compared to normal tissues (*P* \< 0.05). (K) Western blot results of RGMB expression in lung adenocarcinoma tissues (T) and normal tissues (N). \*Indicates statistical significance (*P* \< 0.05).](pone.0150790.g001){#pone.0150790.g001}

10.1371/journal.pone.0150790.t001

###### Association of lncRNA RGMB-AS1 and RGMB expression with clinicopathologic features of lung adenocarcinoma patients.

![](pone.0150790.t001){#pone.0150790.t001g}

  Clinicopathological factor   n    LncRNA RGMB-AS1 expression(2^--ΔCt^)   RGMB mRNA expression(2^--ΔCt^)                                  
  ---------------------------- ---- -------------------------------------- ----------------------------------------------- --------------- -----------------------------------------------
  Gender                                                                                                                                   
  Male                         60   0.0614±0.0542                          0.407                                           0.4026±0.1747   0.825
  Female                       50   0.0699±0.0536                                                                          0.4100±0.1721   
  Age(years)                                                                                                                               
  ≥60                          46   0.0560±0.0638                          0.129                                           0.4373±0.1720   0.107
  \<60                         64   0.0719±0.0587                                                                          0.3834±0.1711   
  Differentiation                                                                                                                          
  Well                         29   0.0285±0.0291                          0.003[\*](#t001fn001){ref-type="table-fn"}      0.5172±0.1587   0.002[\*](#t001fn001){ref-type="table-fn"}
  Moderate                     63   0.0579±0.0381                                                                          0.3979±0.1578   
  Poor                         18   0.1504±0.0417                                                                          0.2550±0.1165   
  TNM stage                                                                                                                                
  I+II                         68   0.0371±0.0335                          0.000[^a^\*](#t001fn002){ref-type="table-fn"}   0.4602±0.1799   0.001[\*](#t001fn001){ref-type="table-fn"}
  III                          42   0.1108±0.0494                                                                          0.3182±0.1128   
  Nodal stage                                                                                                                              
  Negative                     76   0.0402±0.0344                          0.000[^b^\*](#t001fn003){ref-type="table-fn"}   0.4527±0.1720   0.000[^c^\*](#t001fn004){ref-type="table-fn"}
  Positive                     34   0.1213±0.0471                                                                          0.3016±0.1229   

\*Indicated statistical significance (*P* \< 0.05);

^a^\* Indicated *P* = 0.000189870;

^b^\* Indicated *P* = 0.0005060830;

^c^\* Indicated *P* = 0.00015108561.

Silencing of lncRNA RGMB-AS1 Inhibits Proliferation in A549 and SPC-A-1 Cells {#sec017}
-----------------------------------------------------------------------------

A549 and SPC-A-1 cells were transfected with siRNA against lncRNA RGMB-AS1 (si-lncRNA group) or negative control oligonucleotides (NC group). qRT-PCR results showed that lncRNA RGMB-AS1 expression was significantly decreased but RGMB expression increased in the si-lncRNA group compared with the NC and Blank groups (*P* \< 0.05, [Fig 2A and 2B](#pone.0150790.g002){ref-type="fig"}), which not only verified the reliable knockdown effect of siRNA against lncRNA RGMB-AS1, but also further indicated the inverse correlation between RGMBAS1 and RGMB. Then, the CCK-8 assay was performed to evaluate the effect of lncRNA RGMB-AS1 silencing on the proliferation activity of A549 and SPC-A-1 cells. The results showed that the OD~450~ values for the siRNA group on days 2, 3 and 4 were significantly decreased in both A549 and SPC-A-1 cells (*P* \< 0.05, [Fig 2C and 2D](#pone.0150790.g002){ref-type="fig"}) in comparison with the control groups (*P* \> 0.05). In the colony formation assay, the colony-forming activity of the si-lncRNA group was lower than that of the NC and Blank groups in both A549 and SPC-A-1 cells (*P* \< 0.05, [Fig 2E and 2F](#pone.0150790.g002){ref-type="fig"}). There were no significant differences between the NC and Blank groups (*P* \> 0.05). These data indicate that lncRNA RGMB-AS1 can affect the proliferation capacity of A549 and SPC-A-1 cells.

![Biological effect of lncRGMB-AS1 downregulation on cell proliferation in A549 and SPC-A-1 cells.\
(A) A statistically significant downregulation of lncRGMB-AS1 expression in A549 and SPC-A-1 cells was observed in the siRNA group compared with the NC and Blank groups (*P* \< 0.05). (B) A statistically significant increase of RGMB expression in A549 and SPC-A-1 cells was observed in the siRNA group compared with the NC and Blank groups (*P* \< 0.05). (C, D) CCK-8 assays showed that the OD~450~ values for the siRNA group on days 2, 3 and 4 were significantly decreased in both A549 and SPC-A-1 cells (*P* \< 0.05) in comparison with the control groups (*P* \> 0.05). (E, F) A statistically significant reduction in the numbers of A549 and SPC-A-1 cell colonies was observed in the siRNA group compared with the NC and Blank groups, as measured by colony forming assay (*P* \< 0.05). si-lncRNA: cells that were transfected with siRNA of lncRNA RGMB-AS1; NC: cells that were transfected with negative control oligonucleotides, and Blank: cells that were not transfected. \*Indicates statistical significance (*P* \< 0.05).](pone.0150790.g002){#pone.0150790.g002}

Silencing of lncRNA RGMB-AS1 Can Lead to Cell Cycle Arrest in A549 and SPC-A-1 Cells {#sec018}
------------------------------------------------------------------------------------

To further explore the role of lncRNA RGMB-AS1 in lung adenocarcinoma cells, cell cycle analysis was performed in A549 and SPC-A-1 cells transfected with siRNA against lncRNA RGMB-AS1 or negative control oligonucleotides and a blank group by three independent repeated experiments. Flow cytometric analysis showed a marked increase in the percentage of cells in the G0/G1 phase and a reduction in the percentage of cells in the S phase in the si-lncRNA group in A549 cells (*P* \< 0.05, [Fig 3A and 3B](#pone.0150790.g003){ref-type="fig"}). No significant changes were observed in the percentage of cells in the G0/G1 or S phase in the NC and Blank groups (*P* \> 0.05). Flow cytometric analysis of SPC-A-1 cells showed the same tendency, with a marked increase in the percentage of G0/G1 phase cells and a decrease the percentage of S phase cells in the si-lncRNA group (*P*\<0.05, [Fig 3C and 3D](#pone.0150790.g003){ref-type="fig"}), with no changes in the NC and Blank groups. This indicates that lncRNA RGMB-AS1 plays a role in cell cycle progression in lung adenocarcinoma, supporting the effect of lncRNA RGMB-AS1 on cell proliferation.

![Biological effect of lncRGMB-AS1 downregulation on cell cycle progression in A549 and SPC-A-1 cells.\
(A and B) Flow cytometric analysis showed a marked increase in the percentage of cells in the G0/G1 phase and a reduction in the percentage of cells in the S phase in the si-lncRNA group in A549 cells (*P*\<0.05), without significant changes in the NC and Blank groups (*P* \> 0.05). (C and D) Flow cytometric analysis of SPC-A-1 cells showed a marked increase in the percentage of G0/G1 phase cells and a decrease the percentage of S phase cells in the si-lncRNA group (*P*\<0.05), without significant changes in the NC and Blank groups (*P* \> 0.05). si-lncRNA: cells that were transfected with siRNA of lncRNA RGMB-AS1; NC: cells that were transfected with negative control oligonucleotides, and Blank: cells that were not transfected.](pone.0150790.g003){#pone.0150790.g003}

Silencing of lncRNA RGMB-AS1 Decreases Migration and Invasion in A549 and SPC-A-1 Cells {#sec019}
---------------------------------------------------------------------------------------

To investigate the effect of lncRNA RGMB-AS1 on the migration and invasion of A549 and SPC-A-1 cells, wound healing and transwell assays were performed to determine the migratory and invasive abilities of cells after transfection with siRNA against lncRNA RGMB-AS1. The former assay revealed that the migratory ability of A549 and SPC-A-1 cells in the si-lncRNA group was lower at 24 h post-wounding compared with both NC and Blank groups (*P* \< 0.05, [Fig 4A and 4B](#pone.0150790.g004){ref-type="fig"}). The cell invasion assay showed that the number of invading cells was significantly lower in the siRNA group than in the two control groups in both A549 and SPC-A-1 cells (*P* \< 0.05, [Fig 4C and 4D](#pone.0150790.g004){ref-type="fig"}). Cells in the NC and Blank groups were not affected (*P* \> 0.05). Taken together, these findings suggest that lncRNA RGMB-AS1 plays a role in the migration and invasion capacity of A549 and SPC-A-1 cells.

![Biological effect of lncRGMB-AS1 downregulation on cell migration and invasion in A549 and SPC-A-1 cells.\
(A, B) Wound healing assays showed that the migration ability of A549 and SPC-A-1 cells was lower in the si-lncRNA group at 24 h post-wounding than in both NC and Blank groups (*P* \< 0.05). (C) Transwell assays showed that the invasive ability of A549 and SPC-A-1 cells was lower in the si-lncRNA group than in the NC and Blank groups in A549 and SPC-A-1 cells (*P* \< 0.05). (D) Quantitative data of Transwell results in A549 and SPC-A-1 cells. si-lncRNA: cells that were transfected with siRNA of lncRNA RGMB-AS1; NC: cells that were transfected with negative control oligonucleotides, and Blank: cells that were not transfected. \*Indicates statistical significance (*P* \< 0.05).](pone.0150790.g004){#pone.0150790.g004}

Silencing of lncRNA RGMB-AS1 Can Inhibit Cell Proliferation in Lung Adenocarcinoma *In Vivo* {#sec020}
--------------------------------------------------------------------------------------------

The growth of xenograft tumors was assessed to further examine the tumor-suppressing effect of siRNA against lncRNA RGMB-AS1 on lung adenocarcinoma. In A549 cell tumors, the luciferase signal was clearly lower in si-lncRNA mice than in the control groups at 2, 3, and 4 weeks. The signal intensity in the si-lncRNA group decreased with time (*P* \< 0.05, [Fig 5A and 5C](#pone.0150790.g005){ref-type="fig"}). A similar trend was observed in mice with SPC-A-1 tumors ([Fig 5B and 5D](#pone.0150790.g005){ref-type="fig"}). Next, we detected Ki67 expression in the total protein of xenograft tissues from different groups respectively. Significant differences in Ki67 expression were observed between the si-lncRNA group and the control groups (*P* \< 0.05, [Fig 5E and 5F](#pone.0150790.g005){ref-type="fig"}). There were no differences in Ki67 expression between NC group and Blank group (*P* \> 0.05). The opposite trend was observed in RGMB expression. RGMB expression was statistically significantly higher in the si-lncRNA group than in the NC and Blank groups (*P* \< 0.01). These data indicated that lncRNA RGMB-AS1 affected the proliferation of lung adenocarcinoma *in vivo*. Our results indicate that lncRNA RGMB-AS1 may play a tumor-promoting role in lung adenocarcinoma.

![Biological effect of lncRGMB-AS1 downregulation on cell proliferation in lung adenocarcinoma in vivo.\
(A, C) In mice injected with A549 cells, the luciferase signal was lower in the si-RNA nude mice than in the control groups at 2, 3, and 4 weeks, and the signal intensity became even lower in the si-RNA group with time (*P* \< 0.05). (B, D) In mice injected with SPC-A-1 cells, the luciferase signal was lower in the si-RNA nude mice than in the control groups at 2, 3, and 4 weeks, and the signal intensity also became lower in the si-RNA group with time (*P* \< 0.05). (E, F) Western blot analysis of Ki67 and RGMB expression in xenograft tissues from the three groups of nude mice. Compared with the control groups, Ki67 was downregulated and RGMB was upregulated in the si-RNA group (*P* \< 0.05). si-lncRNA: cells that were transfected with siRNA of lncRNA RGMB-AS1; NC: cells that were transfected with negative control oligonucleotides, and Blank: cells that were not transfected. \*Indicated statistical significance (*P* \< 0.05).](pone.0150790.g005){#pone.0150790.g005}

LncRNA RGMB-AS1 Potentially Regulates RGMB Expression though Exon2 of RGMB {#sec021}
--------------------------------------------------------------------------

The UCSC database transcription information indicated that lncRNA RGMB-AS1 is located on human chromosome 5 and has two interaction sites in the exon region of RGMB. To verify the interaction between lncRNA RGMB-AS1 and RGMB in lung adenocarcinoma, the recombinant plasmids pEGFP-N3-Exon1, pEGFP-N3-Exon2, and pSilencer-RGMB-AS1 were generated ([Fig 6A](#pone.0150790.g006){ref-type="fig"}). The changes of fluorescence in the different groups were analyzed at 48 h after transfection. The fluorescence intensity of the pEGFP-N3-Exon1 group was used as a control to analyze the relative fluorescence intensity in the other groups. For Exon1, the results of fluorescence microscopy and fluorescence microplate reader showed that the fluorescence intensity of cells co-transfected with pEGFP-N3-Exon1 and pSilencer-RGMB-AS1 did not differ from that of cells transfected with pEGFP-N3-Exon1 only or that of cells co-transfected with pEGFP-N3-Exon1 and pSilencer 3.1 (*P* \> 0.05, [Fig 6B](#pone.0150790.g006){ref-type="fig"}). For Exon2, the fluorescence intensity of cells co-transfected with pEGFP-N3-Exon2 and pSilencer-RGMB-AS1 was weaker than that of cells transfected with pEGFP-N3-Exon2 only or that of cells co-transfected with pEGFP-N3-Exon2 and pSilencer 3.1 (*P* \< 0.05, [Fig 6C](#pone.0150790.g006){ref-type="fig"}). There was no difference between the fluorescence intensity of cells transfected with pEGFP-N3-Exon2 only and that of cells co-transfected with pEGFP-N3-Exon2 and pSilencer 3.1 (*P* \> 0.05, [Fig 6C](#pone.0150790.g006){ref-type="fig"}). These results indicate that lncRNA RGMB-AS1 may downregulate RGMB expression though the exon2 sequence of RGMB.

![Potential mechanism of lncRGMB-AS1 in lung adenocarcinoma.\
(A) Exon1 and Exon2 of RGMB were amplified from human genomic DNA and inserted into the pEGFP-N3 vector with Hind III and BamHI to construct the recombination plasmids pEGFP-N3-Exon1 and pEGFP-N3-Exon2, respectively. The third exon of lncRNA RGMB-AS1 was also amplified from human genomic DNA and inserted into the pSilencer 3.1 vector with BamHI and Hind III to construct the recombination plasmid pSilencer-RGMB-AS1. (B) The fluorescence intensity of cells co-transfected with pEGFP-N3-Exon1 and pSilencer-RGMB-AS1 did not differ from that of cells transfected with pEGFP-N3-Exon1 only or cells co-transfected with pEGFP-N3-Exon1 and pSilencer 3.1 (*P* \> 0.05). (C) The fluorescence intensity of cells co-transfected with pEGFP-N3-Exon2 and pSilencer-RGMB-AS1 was weaker than that of cells transfected with pEGFP-N3-Exon2 only or cells co-transfected with pEGFP-N3-Exon2 and pSilencer 3.1 (*P* \< 0.05). The fluorescence intensity of the pEGFP-N3-Exon1 group was used as a control. \*Indicates statistical significance (*P* \< 0.05).](pone.0150790.g006){#pone.0150790.g006}

Silencing of lncRNA RGMB-AS1 Affects the Proliferation and Invasion Abilities of A549 and SPC-A-1 Cells More Significantly than RGMB Overexpression {#sec022}
---------------------------------------------------------------------------------------------------------------------------------------------------

To further verify the potential relationship between lncRGMB-AS1 and RGMB in lung adenocarcinoma cells, we constructed a pcDNA3.1 (+)/RGMB vector and transfected it into A549 and SPC-A-1 cells (RGMB group). Western blot analysis showed that the expression of RGMB was higher in the RGMB and si-lncRNA groups than in the Blank groups (*P* \< 0.05, [Fig 7A](#pone.0150790.g007){ref-type="fig"}). The OD~450~ values in RGMB cells on days 2, 3 and 4 were significantly decreased compared with those in blank cells, ([Fig 7B and 7C](#pone.0150790.g007){ref-type="fig"}). Flow cytometric analysis of cell cycle progression indicated that the proportion of cells in S phase was reduced in the si-lncRNA and RGMB groupsthan in the Blank groups ([Fig 7D](#pone.0150790.g007){ref-type="fig"}). Transwell invasion assays demonstrated that the invasive ability was lower in the si-lncRNA group and in the RGMB group ([Fig 7E](#pone.0150790.g007){ref-type="fig"}). These data indicate that lncRNA RGMB-AS1 knockdown and RGMB overexpression play the similar roles in the proliferation, migration, invasion of A549 and SPC-A-1 cells. Maybe lncRNA RGMB-AS1 and RGMB are involved in some signaling pathways to affect the progress of lung adenocarcinoma.

![Effects of lncRNA RGMB-AS1 silencing and RGMB overexpression on the biological behavior of A549 and SPC-A-1 cells.\
(A) RGMB expression was higher in cells transfected with si-lncRNA or pcDNA3.1 (+) / RGMB than in Blank cells (*P* \< 0.05). (B and C) Proliferation rates were lower in cells transfected with si-lncRNA or pcDNA3.1 (+) / RGMB than in Blank cells. (D) Cell cycle arrest was more marked in the si-lncRNA and RGMB groups than in the Blank group cells. (E) Cell invasion ability was higher in the si-lncRNA group and RGMB group than in the Blank group. si-lncRNA: cells that were transfected with siRNA of lncRNA RGMB-AS1; RGMB: cells that were transfected with pcDNA3.1 (+) / RGMB vector, and Blank: cells that were not transfected.\*Indicates statistical significance (*P* \< 0.05).](pone.0150790.g007){#pone.0150790.g007}

Discussion {#sec023}
==========

Studies on the development and progression of lung cancer should focus on the related mechanism and the potential genes involved, which could be beneficial for the development of treatments against lung cancer. Recent studies point to lncRNAs as new candidate molecules to be incorporated into the arsenal of therapeutic targets in lung cancer. For example, upregulation of metastasis-associated lung adenocarcinoma transcript 1 (MALAT1) has been found to play an important role in NSCLC and originally identified as a potential marker for metastasis and patient survival in NSCLC, especially in early stages of lung adenocarcinoma in the early years\[[@pone.0150790.ref019], [@pone.0150790.ref020]\]. Along with the further studies on genetic level, MALAT-1 may associate with many genes and maybe some signal pathway to involve in the development of lung cancer\[[@pone.0150790.ref021]\]. As the summary from Akanksha Khandelwal et al, MALAT-1 regulated the expressio and activities of caspase-8, caspase-3, BAX, BCL-2, and BCL-XL to affect cell growth and proliferation, migration and invasion \[[@pone.0150790.ref022]\]. Another one of cancer-associated lncRNAs, HOTAIR, is well known for its roles in tumor progression such as ever reported bladder cancer, ovarian cancer, cervical cancer and also including NSCLC \[[@pone.0150790.ref023]--[@pone.0150790.ref026]\]. One study has demonstrated that HOTAIR regulated predicted homeobox protein A5 (HOXA5) expression to involve in lung cancer development\[[@pone.0150790.ref027]\]. Another studies in lung cancer cells, HOTAIR were not only reported to regulate genes and signaling pathways that can affect tumour differentiation, proliferation, and invasion \[[@pone.0150790.ref026],[@pone.0150790.ref028]\], but also regulated the chemosensitivity of NSCLC cells to anticancer drugs \[[@pone.0150790.ref029], [@pone.0150790.ref030]\]. Therefore, lncRNAs represent an emerging player in lung cancer and may become new prognostic biomarkers or therapeutic strategies for lung cancer patients. As a new identified lncRNA, RGMB-AS1 is localized in human chromosome 5 between 98105322 and 98108829 base sites and has been found the abnormal expression in lung adenocarcinoma. However, the involvement of RGMB-AS1 in the development of lung adenocarcinoma remains unknown.

In the our study, the analyses in clinical samplesshowed that lncRNA RGMB-AS1 was significantly upregulated and correlated with differentiation, TNM stage, and lymph node metastasis. Specifically about differentiation status and lymph node status, we found that lncRNA RGMB-AS1 expression in cancer tissues was higher in the poorly differentiated group and positive lymph node metastasis group than in the well differentiated and moderately differentiated groups and negative group. This suggests that lncRNA RGMB-AS1 plays a role in the progression of lung adenocarcinoma.

As high lncRNA RGMB-AS1 expression was associated with an aggressive tumor phenotype in lung adenocarcinoma, we speculated that lncRNA RGMB-AS1 could play a significant role in tumor biology. By designing synthesizing several siRNAs against lncRNA RGMB-AS1 and negative control oligonucleotides, we transfected them into A549 and SPC-A-1 cellsAnd then performed qRT-PCR assays to find the most effective siRNA sequence and avoid the off-target. We next determined whether lncRNA RGMB-AS1 expression affected cell proliferation, migration, invasion, and cell cycle progression. Our results showed that lncRNA RGMB-AS1 silencing inhibited cell proliferation, migration, and invasion, and caused cell cycle arrest at the G1/G0 phase. Moreover, decreased lncRNA RGMB-AS1 levels significantly suppressed the proliferation of lung adenocarcinoma *in vivo*. This is in line with our clinical findings that lncRNA RGMB-AS1 was significantly correlated with differentiation degree, tumor stage, and lymphatic metastasis. These results indicated that lncRNA RGMB-AS1 may play a role in the progression of lung adenocarcinoma by affecting cell proliferation, migration and invasion.

LncRNA RGMB-AS1 is a non-coding transcript in the UCSC database. We obtained the details of this gene through the UCSC genome database and analyzed the associated information regarding gene transcripts. Based on the UCSC database transcription information about the location on human chromosome, the cDNA sequence of RGMB-AS1 is 3508 bp and includes three exons. Further genome analysis showed that lncRNA RGMB-AS1 corresponds to a natural antisense transcript. Another antisense DNA complementary strand of lncRNA RGMB-AS1 encodes RGMB. The UCSC database showed that it was localized on human chromosome 5 between bases 98109606 and 98129556, and the gene name is NM_001012761.2 in the GenBank database. These results suggested the existence of a relationship between lncRNA RGMB-AS1 and RGMB. Our results on the relation of lncRNA RGMB-AS1 and RGMB expression with clinicopathological characteristics indicated that there is an inverse relationship between the expression of lncRNA RGMB-AS1 and that of RGMB. To verify the interaction between them, we constructed the recombination plasmids pEGFP-N3-Exon1, pEGFP-N3-Exon2, and pSilencer-RGMB-AS1. After transfection for 48 h, the changes of fluorescence were analyzed in the different groups. The results showed that the fluorescence intensity of cells co-transfected with pEGFP-N3-Exon2 and pSilencer-RGMB-AS1 was weaker than that of cells transfected with pEGFP-N3-Exon2 only or cells co-transfected with pEGFP-N3-Exon2 and pSilencer 3.1. However, the fluorescence intensity of cells co-transfected with pEGFP-N3-Exon1 and pSilencer-RGMB-AS1 did not differ from that of cells transfected with pEGFP-N3-Exon1 only or that of cells co-transfected with pEGFP-N3-Exon1 and pSilencer 3.1. To further examine the potential relationship between lncRGMB-AS1 and RGMB in lung adenocarcinoma cells, the pcDNA3.1 (+) / RGMB vector was transfected into A549 and SPC-A-1 cells (RGMB group), and the effect was compared with that of transfection with siRNA against lncRNA RGMB-AS1. The results indicated that silencing of lncRNA RGMB-AS1 and RGMB overexpression have the similar effect on A549 and SPC-A-1 cells, which suggested that lncRNA RGMB-AS1 and RGMB is the valuable target for lung adenocarcinoma therapy. Certainly we can't ruled out that RGMB-AS1 might affect more than one target mRNA and participate in various signaling pathways. The effect of RGMB may involve many complicated mechanisms. RGMB, also known as DRAGON, is a member of the RGM family, which includes RGMA, RGMB, and RGMC \[[@pone.0150790.ref031]\]. RGMs are a group of cysteine rich 33 kDa proteins, including an N-terminal signal peptide, a proteolytic cleavage site, a partial von Willebrand factor type D domain, and a glycophosphatidylinositol (GPI) anchor \[[@pone.0150790.ref032], [@pone.0150790.ref033]\]. RGM proteins can function as bone morphogenetic protein (BMP) coreceptors \[[@pone.0150790.ref034]--[@pone.0150790.ref036]\], which are members of the transforming growth factor beta family of ligands and play a role in many biological activities. In C2C12 myoblasts, a study suggested that a novel molecule(s) expressed on the cell membrane may mediate the signal transduction of DRAGON to suppress BMP signaling \[[@pone.0150790.ref037]\]. In breast cancer, RGMB affects cell proliferation, adhesion and migration capacity *in vitro* and acts as a negative regulator through BMP signaling \[[@pone.0150790.ref038]\]. The present study had limitations, and additional related molecular mechanisms need to be examined. Nevertheless, our results indicated that lncRNA RGMB-AS1 may downregulate RGMB expression though exon2 of RGMB, and further suggest that lncRNA RGMB-AS1 and RGMB could involve in some signaling pathways to affect the development and progression of lung adenocarcinoma. It is necessary to further explore the potential signaling pathways forlung adenocarcinoma therapy.

Conclusions {#sec024}
===========

LncRNA RGMB-AS1 is upregulated in lung adenocarcinoma and associated with differentiation, TNM stage, and lymph node metastasis. Silencing of lncRNA RGMB-AS1 in lung adenocarcinoma cells inhibited cell proliferation *in vivo* and *in vitro*, decreased cell migration and invasion, and caused cell cycle arrest at the G1/G0 phase. These effects could be mediated by the modulation of RGMB expression by lncRNA RGMB-AS1. LncRNA RGMB-AS1 may be a novel and valuable therapeutic target in lung cancer.
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